Fig. S1 Results of SNiPerase assay
SNiPerase assay was performed with unhatched embryos approximately 48-h post-oviposition. 'ori' indicates the size of the uncut PCR fragment. 'cut' indicates expected sizes of fragments generated by heteroduplex cleavage.
Fig. S2 Melting curves in HRMA genotyping
Melting curves during genotyping of the IBC1 population of each line. Red, blue and green indicate homozygotes of the WT haplotype, heterozygotes, and homozygotes of a mutant haplotype, respectively.
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Fig. S3 Potential off-target site for TALEN9M10-3
(A) Top 100 potential off-target sites in the C. quinquefasciatus genome (Arensburger et al, 2010 ) scored by TALENoffer (Grau et al, 2013) . The options used were #N-Terminal first: 
PC TALE assembly protocol
Described below is the TALEN construction protocol we used in the present study. Most of the components used in our method were developed by Sanjana et al (2012). We highly recommend consulting their protocol as well.
Structure of 1.5-mer
Here is the sequence of the 1.5-mer. 
Preparation of monomers
Set up primers and template as described in Store at 20°C.
Assembling hexamer/pentamer
Mix the solutions below. Fig. P2 shows an example for mixing the monomers. Note that the last repeat will be included in the backbone (BB) vector (Sanjana et al., 2012) . 
Sequence Check
The sequence of a constructed TALEN can be checked with the three sequencing primers TALE-Seq-F1, TALE-Seq-R3, and TALE-Seq-R4
for the 1−6th, 7−12 th and 13−18th repetitive units, respectively.
